Modified constraint-induced movement therapy is an effective treatment for neurological and motor impairments in patients with stroke by increasing the use of their affected limb and limiting the contralateral limb. However, the molecular mechanism underlying its efficacy remains unclear. In this study, a middle cerebral artery occlusion (MCAO) rat model was produced by the suture method. Rats received modified constraint-induced movement therapy 1 hour a day for 14 consecutive days, starting from the 7 th day after middle cerebral artery occlusion. Day 1 of treatment lasted for 10 minutes at 2 r/min, day 2 for 20 minutes at 2 r/min, and from day 3 onward for 20 minutes at 4 r/min. CatWalk gait analysis, adhesive removal test, and Y-maze test were used to investigate motor function, sensory function as well as cognitive function in rodent animals from the 1 st day before MCAO to the 21 st day after MCAO. On the 21 st day after MCAO, the neurotransmitter receptor-related genes from both contralateral and ipsilateral hippocampi were tested by micro-array and then verified by western blot assay. The glutamate related receptor was shown by transmission electron microscopy and the glutamate content was determined by high-performance liquid chromatography. The results of behavior tests showed that modified constraint-induced movement therapy promoted motor and sensory functional recovery in the middle cerebral artery-occluded rats, but had no effect on cognitive function. The modified constraint-induced movement therapy upregulated the expression of glutamate ionotropic receptor AMPA type subunit 3 (Gria3) in the hippocampus and downregulated the expression of the beta3-adrenergic receptor gene Adrb3 and arginine vasopressin receptor 1A, Avpr1a in the middle cerebral artery-occluded rats. In the ipsilateral hippocampus, only Adra2a was downregulated, and there was no significant change in Gria3. Transmission electron microscopy revealed a denser distribution the more distribution of postsynaptic glutamate receptor 2/3, which is an α-amino-3-hydroxy-5-methyl-4-isoxazole-propionic acid receptor, within 240 nm of the postsynaptic density in the contralateral cornu ammonis 3 region. The size and distribution of the synaptic vesicles within 100 nm of the presynaptic active zone were unchanged. Western blot analysis showed that modified constraint-induced movement therapy also increased the expression of glutamate receptor 2/3 and brain-derived neurotrophic factor in the hippocampus of rats with middle cerebral artery occlusion, but had no effect on Synapsin I levels. Besides, we also found modified constraint-induced movement therapy effectively reduced glutamate content in the contralateral hippocampus. This study demonstrated that modified constraint-induced movement therapy is an effective rehabilitation therapy
Introduction
Stroke is characterized by high disability, high mortality, and a high recurrence rate, and is the most common cause of death worldwide (Langhorne et al., 2018) . Disability caused by stroke can directly lead to job loss, which places a heavy burden on patients, their families, and society -about 40% of stroke survivors experience some kind of disability (Feigin et al., 2016) . Constraint-induced movement therapy (CIMT) is an intensive rehabilitation treatment that promotes use of the unaffected side by limiting the unaffected side. However, the treatment can cause discomfort and emotional anxiety during daily activities because patients are required to wear an auxiliary device, like a sling or splint or gloves for 90% of their waking time (Park et al., 2015; Liu et al., 2019; Zhai and Feng, 2019) . To minimize these limitations, modified CIMT (mCIMT) has been designed, and the main difference between the two forms is the duration of mandatory training and the time limit for using the unaffacted hand (Kwakkel et al., 2015) . Several randomized control trials have shown that mCIMT is a feasible and potentially effective tool after stroke (Baldwin et al., 2018; Bang et al., 2018) . However, the mechanism underlying the improvement following mCIMT is not yet fully understood, and comprehensive behavioral assessments in animals are also lacking.
In both adult and pediatric CIMT studies, increases in hippocampal activity have been observed using functional magnetic resonance imaging (Gauthier et al., 2008; Sterling et al., 2013) . Although most studies on motor control have focused on the primary motor cortex, motor control also involved the hippocampus, which also has a unique contribution to memory (Kerr et al., 2017) .Therefore, the present mechanistic study was confined to the hippocampus. Previous findings have reported that physical exercise has beneficial effects on hippocampal spinogenesis, neurogenesis, and synaptic plasticity (van Praag et al., 1999; Stranahan et al., 2007; Dietrich et al., 2008; Yau et al., 2011 Yau et al., , 2014 . One study has indicated that the number of new dendrites and newborn granule cells remained unchanged in animals that underwent CIMT (Qu et al., 2015) , which suggests that plastic changes may instead occur in mature neurons. Furthermore, synaptic plasticity has been shown to be one of the neurobiological bases for functional recovery after stroke (Coleman et al., 2017; Sandvig et al., 2018) . Pathophysiological development process in animal models of stroke showed that middle cerebral artery occlusion (MCAO) as remote sensorimotor stroke modifies the activity of hippocampal-thalamic networks (Bast and Feldon, 2003; Baumgartner et al., 2018) . Exercise training alleviates sensorimotor deficits and improves motor function following ischemia (Kerr et al., 2017; Nie and Yang, 2017) .
The α-amino-3-hydroxy-5-methyl-4-isoxazolepropionic acid receptor (AMPAR), one of the most important neurotransmitter receptors, is activated by binding to glutamate. The AMPAR subunits glutamate receptor GluR2 and GluR3 play a crucial role in helping the excitatory postsynaptic current (EPSC) amplitude flow through AMPA channels, and the GluR2 subunit can also be selectively altered during synaptic plasticity, as well as during cerebral ischemia/reperfusion injury (Isaac et al., 2007; Chen and Wang, 2016; Takemoto et al., 2017) . Furthermore, the effects of rehabilitative training are affected by changes in postsynaptic membrane AMPAR expression. Researchers have found that motor skills training enhanced the expression level of AMPAR mRNA in the sensorimotor cortex and striatum after brain damage (Tamakoshi et al., 2017) . However, the effects of mCIMT on AMPAR during the stroke recovery process are unclear. Glutamate, which is the main excitatory neurotransmitter, is involved in the regulation of a variety of physiological functions, such as learning, memory, cognition, mood, and exercise (Vandenberg and Ryan, 2013) . Previous studies have demonstrated that CIMT increased the levels of synaptic neurotransmitter regulation, and improved behavior sensorimotor and cognitive outcomes (Zhao et al., 2013) . However, the effects of the potentiation of synaptic transmission that occurs during CIMT have not yet been fully elucidated. Therefore, it is essential to measure AMPAR and glutamate content and distribution; furthermore, changes in synapse activation need to be measured using morphological methods.
In this study, we explored mCIMT-induced behavioral changes, and also analyzed the ability of mCIMT to induce hippocampus plasticity, modify brain microscopic morphology, and form more synaptic transmissions in a left MCAO rat model. Here, we used the immune colloidal gold technique to identify the molecular and metabolic mechanisms at the synaptic level. rats were randomly allocated to the sham group (sham; n = 6); MCAO group (MCAO; n = 6), or mCIMT group (MCAO + mCIMT; n = 6). All experiments were approved by the Institutional Animal Care and Use Committee of Fudan University, China (approval No. 201802173S) on March 3, 2018.
Transient MCAO model
Transient MCAO was performed as described previously (Liang et al., 2018) . Briefly, rats were anesthetized using 10% chloral hydrate, and the rectal temperature was monitored and kept at around 36.5°C. Ischemia was induced by inserting a poly-L-lysine-coated filament into the left middle cerebral artery (Beijing Cinontech Co. Ltd., Beijing, China). After 90 minutes, the filament was retracted. Blood flow was monitored by laser Doppler anemometry (Moor Instruments Ltd., Millwey, UK). Cerebral blood flow was monitored during the entire surgical procedure, including the period before, during, and after MCAO. Rats in the sham group underwent the MCAO procedures without insertion of the filament and occlusion of the middle cerebral artery. Neurologic deficits were measured with neurological 0-4 level scores post anesthesia (Longa et al., 1989) . Rats with score of 0 or 4 were excluded from the study.
mCIMT
In mCIMT, a flexible bandage was used to tie the unaffected limb, the left forelimb, to the chest and fix it for 2 hours per day. mCIMT was started for two weeks on the 7 th day after MCAO. Day 1 of treatment lasted for 10 minutes at 2 r/min, day 2 for 20 minutes at 2 r/min, and from day 3 onward for 20 minutes at 4 r/min. The training time for walking inside the wheel equipment was 1 hour per day. Training ended during Suspend training during the behavioral test period. Before the first training, the rats were familiarized with the treadmill (China patent No. 201008862247.8) for 20 minutes.
Gait analysis
The video-based digital gait analysis system CatWalk 7.1 unit (Noldus Information Technology, Wageningen, Netherlands) consisted of a 130-cm glass runway that was parallel to the internal components of its its internal lighting. For each rat, recordings were only included when all four paws should complete at least three passage through the glass runway, while the camera recorded these paw prints. CatWalk ® 7.1 software (Noldus Information Technology) was applied to analyze gait-related parameters, including the intensity of the complete paw (both right front and right hind paw), which reflected the force exerted by the paw and gait speed (Hu et al., 2019) . Before MCAO, the rats had three days of familiarization with the equipment and the apparatus The day of the MCAO was regarded as day 1, and the day before MCAO was considered as day 0. Each rat was tested on days 0, 7, and 21. The gait analysis experiment was performed by an investigator who was blinded to the group information.
Adhesive removal test
Motion and sensory function was assessed by the adhesive removal test. Animal cages were placed in the test chamber at least 30 minutes prior to the start of the experiment to allow for adaptation to the new environment. After that, the animals were removed from their home cages and placed in the laboratory for a 60-second acclimation period. The adhesive removal test was performed as described previously (Bouet et al., 2009) . It consists of applying adhesive tape on each forepaw of the rats, and collecting the time taken to contact the tape on the affected forepaw and the time to remove the tape. The day before MCAO was referred to day 0, and each rat was tested on days 0, 6, 9, 15, and 20 . The test was performed by the same investigator who was blinded to the group allocation.
Y-maze test
Learning and memory function was assessed using the Y maze. Each rat was placed at the end of one arm and allowed to pass freely through the maze (RD1102-YM-rat; Shanghai Shift Mobiledatum Co., Ltd., Shanghai, China) for 8 minutes. The Y-maze test was performed as described previously (Kraeuter et al., 2019) . Each arm of the labyrinth was 40 cm long, and the angle between the three arms was 120°. An alternation was defined as entries into all three arms consecutively without repetition. The maximum number of alternations was calculated as the total number of times entering all arms minus two. The alternating percentage was (collected alternations/maximum alternations) × 100%. Each rat was tested on days 0, 7, 14, and 21. The analysis was performed by an investigator who was blinded to the group information.
Real-time quantitative PCR and microarray
Rats were sacrificed under anesthesia on day 21 after MCAO established. Approximately 1 mL Trizol was used for one brain sample, which was fully lysed at room temperature for 5 minutes. Chloroform (200 μL) and isopropanol (0.5 mL) were used for total RNA extraction. After centrifuging at 12,000 × g for 15 minutes , we transfered upper aqueous phase, then collected the RNA that had sunk to the bottom of the tube, dried it at room temperature, then dissolved RNA samples with 50 μL H 2 O. RNA concentration and purity were determined using the BIOTEK Epoch UV machine (BioTek Epoch full wavelength microplate reader, BioTek Epoch, Winooski Vermont, VT, USA) and Epoch+Take3 Ultra Micro Board (16 fluxes)(BioTek Epoch, Winooski Vermont, VT, USA). Gel electrophoresis assays were used to identify, quantify, and purify nucleic acid fragments and assess their quality. Reverse transcription reactions were carried out according to the protocol from Takara Bio's reverse transcription kit (PrimeScriptTM RT reagent Kit with gDNA Eraser Item No. RR047A, Takara Shuzo Co., Ltd, Kusatsu, Japan) and quantitative PCR reactions were carried out according to the quantitative PCR Test Kit (GoTaq ® qPCR Master Mix Item No. A6001, Promega Corporation, Madison, WI, USA). The rat neuroreceptor gene mircoarray (Wcgene Biotech, Shanghai, China) was used to detect 84 genes of encoding the neurotransmitter receptor system according to the manufacturer's protocol. The collected data were analyzed using Wcgene Biotech software (http://www.wcgene.com). The statistial analysis results and genes are listed in Table 1 and Additional Table 1 , respectively.
western blot assay
The hippocampi of rats 21 days after MCAO were dissected in radioimmunoprecipitation assay buffer, and equal amounts of proteins were separated using sodium dodecyl sulfate-polyacrylamide gel electrophoresis. The protein was blotted onto a polyvinylidene difluoride membrane and transferred by wet transfer (Bio-Rad Laboratories AG, Fribourg, Switzerland). The membrane was coated in blocking buffer for an hour at room temperature, followed by primary antibodies overnight at 4°C, and then one hour in secondary antibodies at room temperature. Primary antibodies were as follows: anti-postsynaptic density protein 95 (PSD-95; mouse; 1:1000; Cat# ab2723; Abcam, Cambridge UK), anti-brain derived neurotrophic factor (BDNF; rabbit; 1:1000; Cat# ab108319; Abcam), anti-GluR2 & 3 (rabbit; 1:1000; Cat#AB1506; Sigma-Aldrich, St. Louis, Missouri, United States), anti-synapsin 1 (rabbit; 1:1000; Cat# ab1543p; Abcam,), and anti-β-Tubulin (mouse; 1:10000; Cat# 86298; Cell Signaling Technology, Danvers, MA, USA) antibodies. These antibodies are involved in the regulation of synaptic transmission and plasticity. Secondary antibodies were as follows: horseradish peroxidase-conjugated affinipure goat anti-mouse IgG(H+L) (1:1000; Cat# SA00001-1; Proteintech, Wuhan, Hubei Province, China), and horseradish peroxidase-conjugated affinipure goat anti-rabbit IgG (H+L) (1:1000; Cat# SA00001-2; Proteintech). The protein bands were measured using an enhanced chemiluminescence detection kit (BeyoECL Moon, Cat# P0018FS, Beyotime Institute of Biotechnology, Haimen, Jiangsu Province, China) and exposed to DRAFT-FluorChem Q (Alpha Innotech Corporation, San Leandro, CA, USA). Signal intensities were quantified using ImageJ 1.46a (National Institutes of Health, Bethesda, MD, USA) and normalized to a reference protein (Tublin).
Immunoelectron microscopy
Rats were transcardially perfused under deep anesthesia at 21 days after MCAO. The hippocampal cornu ammonis 3 (CA3) region was quickly removed, cut into a 1 × 1 × 1 mm 3 size, placed into 2.5% glutaraldehyde in 0.1 μM phosphate buffer and fixed for 2 hours or longer. It was rinsed with 0.1 M phosphate 3 times, for 5 minutes each time. The tissues were fumigated in the carbonization chamber with osmium tetroxide for 0.5-2 hours, covered with 100% acetone twice, for 5 minutes each time, then a mixture of epoxy resin and 100% acetone. The tissues were shaken at room temperature for 15 minutes or at 1000 r/min for 5 minutes, then placed in an oven at 38°C for 2-3 hours. The permeate solution was removed as much as possible. Pure epoxy resin was placed in a 38°C oven for 1 hour, and then was embedded and labeled. After heating at 40°C for 1-2 hours, then 70°C overnight, the tissue was cut into 80-nm sections using an ultrathin slicer (Gao, 2015) . For immunogold labeling, the vibratome grids were incubated with 50 mM glycine and 2.1% sodium perio-date. The grids were then incubated for 24 to 48 hours at 4°C in droplets containing the primary antibody PSD-95 (mouse; 1:50; Cat# ab2723; Abcam), and GluA2/3 (rabbit; 1:50; Cat# AB1506; Sigma-Aldrich). After blocking with 1% bovine serum albumin for 20 minutes, the grids were then incubated for 2 hours with the secondary antibody. Secondary antibodies were as follows: Anti-Rabbit IgG (10 nm colloidal gold; 1:100; Cat# G7402; Sigma-Aldrich), and Anti-Mouse IgG (5 nm colloidal gold; 1:100; Cat# G7527; Sigma-Aldrich). After drying, 5% uranyl acetate and uranium citrate (or lead acetate) were used for staining, and then the grids were examined under a transmission electron microscope (80 kV; JEOL JEM-1230, Tokyo, Japan). A functional synapse was identified using the following criteria: a) contains PSD-95 (5 nm gold particles), b) exhibits well-defined membranes, clefts, and postsynaptic densities, c) contains at least two target gold particles within the postsynaptic area. The grids were measured with ImageJ software as described previously (Zhang et al., 2016) . Particle density was calculated as the number of gold particles per linear micrometer (gold/μm); the distance between the center of each gold particle and the middle of the PSD was measured for synaptic location; the numbers of vesicles within 100 nm of the membrane was counted; and the size of these vesicles within 100 nm of the membrane of the presynaptic active zone (AZ) was measured with ImageJ software.
High-performance liquid chromatography
Rats were sacrificed under anesthesia at 21 days after MCAO for brain tissue preparation. The brain tissue was weighed on a balance pan, and 1.0 mg was added to 10 μL of 0.4 N perchloric acid solution. The solution was ultrasonically homogenized on ice for about 10-20 seconds five times, and the supernatant was collected after 10,000 r/min centrifugation for 10 minutes at 4°C. Levels of Asp, Glu, Asn, Gln, Gly, Tau, and GAMMA-amino butyric acid (GABA) were measured using a high-performance liquid chromatography system (Agilent Technologies, Santa Clara, CA, USA) as described previously (Smith and Sharp, 1994; Beverly et al., 2001) . Briefly, the sample's supernatants were injected into an Eclipse XDB C18 column at 24°C. The separation flow rate was 0.8 mL/min. Phase A consisted of 0.1 M KH 2 PO 4 , methanol, and tetrahydrofuran. Phase B was 90% methanol. A 13-μL sample and 7 μL of OPA reagent were mixed three times for the in-needle derivatization. After the above steps, the mixture of 20 μL was injected into the LC system for analysis. The total acquisition time was 20 minutes, then a step gradient was programmed, and the system could equilibrate during the derivatization and injection. The excitation wavelength was 340 nm, and the emission wavelength was 420 nm. Peaks and relative concentrations were determined by known standards. The data were collected and analyzed by ChemStation (Agilent Technologies).
Statistical analyses
All experimental data were analyzed using GraphPad Prism 7.0 (GraphPad Software Inc., San Diego, CA, USA) and SPSS 20.0 software (IBM Corporation, Armonk, NY, USA). The behavioral data were analyzed using a two-way analysis of variance with repeated measures and the Newman-Keuls multiple paired comparison for post hoc comparisons. The ratios of glutamate/glutamine and glutamate/GABA were compared between groups using one-way analysis of variance with equal variance followed by Tukey's multiple comparisons post hoc tests. GluR2/3 distribution was tested by the chi-square test. A value of P < 0.05 was considered statistically significant.
Results mCIMT restores neurological function in MCAO rats
The experimental design is shown in Figure 1A . In the Catwalk gait analysis, the mean intensity of both right front limb and hind limb in the mCIMT group was higher at Day 21 compared with the MCAO group (n = 6/group, Front: P = 0.00010, Hind: P = 0.00020; Figure 1B) . The adhesive removal test revealed that, 20 days after MCAO, the right front limb removal time in both MCAO groups was still significantly longer than that of the sham group rats. Rats in the MCAO and mCIMT groups displayed deficits to remove the tape. More importantly, a significant lower time in mCIMT compared to MCAO group was found at 20 days (N = 6/group, P = 0.049, Figure 1C ), which indicates that the mCIMT group experienced an increase in the sensorimotor function; however, there was no significant between-group difference at 6, 9, or 15 days. The working memory performance in the Y maze ( Figure 1D ) revealed that the mCIMT and MCAO groups exhibited a significant lower score in the percentage of correct alternations at day 7 compared with sham group (n = 6/group, mCIMT: P = 0.028, MCAO: P = 0.049, Figure 1D ). However, no significant difference was found in Y-maze test between the mCIMT and MCAO groups. For the entire experimental period, there were no significant differences in body weight between the mCIMT and MCAO groups (Figure 1E) .
The effect of mCIMT on neurotransmitter receptor gene expression in the bilateral hippocampi after MCAO
To identify the role of the neurotransmitter receptor system in mCIMT after MCAO, we performed real-time quantitative PCR microarray on mRNA from 8 rats (n = 4/group in MCAO and mCIMT groups) for 84 genes that were selected to represent neural transmitter receptors with differential samples in the bilateral hippocampi 21 days after MCAO (Figure 2A) . The volcano plot illustrated that genes difference between MCAO group and mCIMT group in the left side (ischemic) hippocampus as well as in the right side (contralateral) hippocampus at 21-day MCAO (Figure 2B and C). Gria3 was upregulated in the contralateral hippocampus in the mCIMT group compared to the MCAO group (n = 4/group; P = 0.0041; Figure 2C) . Similarly, we found lower mRNA levels of the beta3-adrenergic receptor gene, Adrb3, and lower levels of Arginine Vasopressin Receptor 1A, Avpr1a, in mCIMT group compared to the MCAO group (n = 4/group; rat-Avpr1a, P = 0.047; rat-Adrb3, P = 0.049). In the ischemic sidehippocampus, Adra2a was downregulated (n = 4/group; P = 0.036) and Gria3 tended to unregulated in mCIMT group compared to the MCAO group (n = 4/group; P = 0.059). All gene data are listed in Table 2. mCIMT leads to an increase in immuno-labeled GluR2/3 expression in the CA3 region of the contralateral hippocampus We compared GluR2/3 gold particle number and localization within the postsynaptic membrane in the CA3 region of the hippocampus between the three groups at 21 days after MCAO (Figure 3A and B) . Double-label post-embedding immunoelectron microscopy was used to visualize GluR2/3 (10 nm colloidal gold particles) and PSD-95 (5 nm). We compared the sum of gold particles and localization patterns in the post-synaptic membrane (n = 4/group; 16 synapses/group). The results revealed that 73.74%, 63.64%, and 63.22% of GluR 2/3 immunogold particles in the mCIMT, MCAO, and sham groups were located within 240 nm of PSD-95 in the postsynaptic area ( Figure 3C) . The results of the statistical analysis are shown in Figure 3D . The total number of gold particles within 120-240 nm of PSD-95 was 42, 11, and 33 in the mCIMT, MCAO, and sham groups, respectively. Furthermore, the mCIMT group showed more profiles with a greater number of gold particles when compared with the MCAO group in the CA3 region of the hippocampus, after allocating the synapses into one of the following categories: one to three postsynaptic gold particles; four to six postsynaptic gold particles; seven to nine postsynaptic gold particles. The difference between mCIMT group and control group reached statistical significance (n = 4/group; chi-square test, P = 0.0108; Figure 3D ).
The effect of mCIMT on GluR2/3 and BDNF expression in the contralateral hippocampus
At 21 days after MCAO, the tissue samples were harvested from the contralateral hippocampus of rats, and western blotting analysis was performed. GluR2/3 expression was higher in mCIMT group than in both the MCAO and sham groups (n = 6/group, P = 0.0041 ), and BDNF was higher in the mCIMT group than in the MCAO group (n = 6/group, P = 0.026 ). The levels of PSD-95 and synapsin I in the mCIMT group were similar to those in the MCAO group (Figure 4A  and B) .
The effect of mCIMT on SV in the ultrastructure of the CA3 region of the contralateral hippocampus
Under the electron microscope, the presynaptic AZ was seen to be an electron-dense area close to the membrane ( Figure  5A) . Vesicles within 100 nm of the AZ were widely studied, and SV populations are functionally homogeneous in this range. We compared vesicles in the pre-synaptic membrane (n = 4/group; 16 synapses/group). At 21 days after MCAO, there were no significant changes in SV size within 100 nm of the AZ among synapses of three group after between-group comparison (Figure 5B) , and there were no significant between-group differences in the distribution of the vesicles within 100 nm of the AZ in the CA3 region (Fig-ure 5C) . Glutamate vesicle size, number, and distribution expression was unchanged in the contralateral hippocampus during the recovery phase in the mCIMT group (Figure 5) . mCIMT results in lower relative glutamate content in the contralateral hippocampus At 21 days after MCAO, we collected the contralateral hippocampus and determined the content of the amino acid neurotransmitter using high-performance liquid chromatography. The ratio of glutamate/glutamine and the ratio of glutamate/GABA in the MCAO and mCIMT groups were significantly different after between-group comparison (mCIMT group: n = 5, MCAO group: n = 5, sham group: n = 3) (Glu/Gln: P = 0.0296, Glu/GABA: P = 0.0034), and the MCAO group had higher glutamate content in the contralateral hippocampus than the sham group (P = 0.012; Figure  6A ). The content of Asp, Glu, Asn, Gln, Gly, Tau, and GABA in the contralesional hippocampus is shown in Figure 6B in each group.
Discussion
In this study, we demonstrated the neuroprotective effects of mCIMT, a novel intervention for affected limb training against cerebral ischemic injury in rats. This study clarified mCIMT improved the sensory and motor function of affected limb in rats with MCAO, but not cognitive function. Our results also suggest that mCIMT up-regulated the gene expression of Gria3 and the protein expression of GluR2/3 and BDNF in the contralateral hippocampus during the MCAO recovery phase. Moreover, GluR2/3 expression was upregulated within 240 nm to the postsynaptic density areas in the contralateral hippocampus of the mCIMT group. Here, the GluR process was investigated according to the immune colloidal gold co-labeling method, which provided strong evidence that mCIMT enhanced GluR2/3 expression in the postsynaptic membrane. In addition, our results indicated that mCIMT reversed the contralateral abnormal glutamate metabolism by high-performance liquid chromatography in the post-stroke recovery phase. To the best of our knowledge, the theoretical hypothesis proposed in this study verified that, mCIMT was strengthened in the recovery mechanism of stroke rehabilitation.
Currently, few studies have investigated the specific methods for mCIMT strategy. Among them, one study used forced arm, another variant of CIMT, following photothrombotic stroke, but no long-term improvements in motor function observed (Müller et al., 2008) . In the present study, mCIMT was established for rat experiments, which had the following advantages. First, the unbearable constraint to the normal limb for social activities was temporary. Second, there was no need for animal anesthesia in mCIMT. Importantly, compared with a previous study, the mCIMT in our study was closer to that used in clinical practice, in that it considered the frequency, the amount, and the aerobic exercise type. mCIMT was initiated on the 7 th day after stroke. Training time is a critical factor that determined the effects of rehabilitative training (Yagi et al., 2017) , while early training has been found to exacerbate brain damage (Li et al., 2017b) . Based on the body weight measurements taken every other day, we can conclude that our daily 2-hour mCIMT introduced no stress in rats.
As far as we know, few comprehensive behavioral tests for its efficacy have been established. Rats exhibit subtle behavioral changes, which means that high-quality behavioral tests are required. In this experiment, two standardized tests were selected to assess the neurobehavioral performance indicative of motor and sensory neurological functions. In the adhesive removal test, the mCIMT group took less time to remove the adhesive using the affected limb than did the MCAO group, which indicates that mCIMT rats had a higher paw and mouth sensitivity, correct dexterity, and a better recovery of sensorimotor functional deficits. The behavioral results therefore confirmed the reliability of mCIMT. There was no significant difference between the mCIMT and MCAO groups in the Y-maze test. This could indicate that the molecular changes in mCIMT group were involved in functional recovery rather than a cognitive response to the constraint.
Two major populations of AMPAR complexes -those made up of GluR1 and GluR2, and those made up of GluR2 and GluR3. In addition, GluR2/3 subunits are stably tethered to the synapse. We found that the Gria3 gene was highly expressed in the contralateral hippocampus of the mCIMT group on the 21 st day after MCAO GluR2/3 subunits are stably tethered to the synapse (Wenthold et al., 1996) , playing a critical role in generating depolarization (Isaac et al., 2007) . Our immunogold labeling results demonstrated that GluR2/3 expression was upregulated within 240 nm to the postsynaptic density areas in the contralateral hippocampus of the mCIMT group. In this study, AMPAR were screened from the postsynaptic membrane of hippocampi according to the simultaneous co-labeling of PSD-95 and AMPAR. PSD-95 is located in the postsynaptic density, which is involved in anchoring synaptic proteins (Hunt et al., 1996; Sheng and Sala, 2001) , and also acts as a non-silent AMPAR binding partner (Meyer et al., 2014) . Furthermore, the immunogold labeling results at the protein level were verified by western blotting results. Previous studies showed that synapses become strengthened for a short time after an increase in AMPAR number (Takumi et al., 1999; Andrasfalvy and Magee, 2001) . Nonetheless, it remains unclear whether stimulating neuronal excitability enhances motor performance after stroke. According to our results, modulating AMPAR signaling improved behavioral outcomes; this is similar to previous reports of the presence of a turning point from harm to benefit following stroke. Namely, the improved delivery of synaptic AMPAR starting 5 days after stroke should improve neural repair (Clarkson et al., 2011 ) and results in motor function recovery following brain injury (Abe et al., 2018) . Glutamatergic signaling is strengthened via up-regulation of Ca 2+ /calmodulin-dependent protein kinase II, as well as its secondary and tertiary messengers, thereby resulting in upregulated cyclic adenosine monophosphate response element-binding protein (CREB) signaling, which C enhances motor recovery after stroke (Caracciolo et al., 2018) . We also found that the protein expression level of BDNF was higher in mCIMT group. Notably, glutamatergic neurotransmission is closely associated with the BDNF activity.
BDNF can be upregulated via Lyn-mitogen-activated protein kinase, the extracellular signal-regulated protein kinases 1/2, or the mammalian target of rapamycin pathway induced by the AMPAR-positive allosteric modulators (Hayashi et al., 1999; Clarkson et al., 2011; Fumagalli et al., 2012; al., 2013; Zhou et al., 2014) . On the other hand, BDNF upregulates AMPAR expression and stimulates GluA1 protein synthesis in the brains of mammals (Du and Poo, 2004; Li and Wolf, 2011; Fado et al., 2015) . Furthermore, AMPAR stimulation combined with local BDNF delivery is required to achieve maximal functional recovery following stroke in aged mice, which is achieved via the AKT-glycogen synthase kinase 3-CREB signaling pathway (Clarkson et al., 2015) . Increases in the AMPAR number and the amount of packaged glutamate released in response to action potentials strengthens the synaptic signal. At glutamatergic nerve endings, SV attach to the presynaptic AZ, which gives rise to the readily-releasable pool (Südhof, 2013) . SV within the range of 100 nm have been extensively investigated in the context of synaptic transmission, which is functionally similar with each other. According to our results, SV size and distribution were similar between the three groups in the contralateral hippocampus on the 21 st day after MCAO. Additionally, our quantitative analysis of Synapsin I (which regulates the number of SV available for release) revealed no between-group (A) The Glu/Gln and Glu/GABA ratios in the contralateral hippocampus were measured in the three groups using the high-performance liquid chromatography method 21 days after MCAO. (B) Examples of high-performance liquid chromatography chromatograms of the amino acid neurotransmitters in the contralateral hippocampus tissue extracts in all three groups 21 days after surgery. Data are expressed as the mean ± SEM (mCIMT group: n = 5; MCAO group: n = 5; sham group: n = 3). #P < 0.05, vs. sham group; *P < 0.05 vs. MCAO group (one-way analysis of variance with equal variance, followed by Tukey's multiple comparisons post hoc test). Asn: Asparagine; Asp: aspartic acid; GABA: gamma aminobutyric acid; Gln: glutamine; Glu: glutamate; Gly: glycin; MCAO: middle cerebral artery occlusion; mCIMT: modified constraint movement therapy; Tau: taurine.
differences.
The glutamate-glutamine cycle and the reuptake rate of glutamate relies on glucose metabolism and ATP in the brain, as well as glial glutamate transporters; furthermore, glutamate dysfunction plays an essential role in the pathogenesis of ischemic brain injury (Neves et al., 2018) . In our study, abnormal glutamate metabolism occurred in the MCAO group, but not in the mCIMT group, which might indicate that mCIMT balanced the glutamate-glutamine cycle. GABA is an inhibitory neurotransmitter. Glu/GABA was upregulated in the MCAO group compared with that in the sham and mCIMT groups, which is in line with reports of a significant reduction in GABA concentration after stroke (Kolasinski et al., 2019) . Moreover, an increased glutamate concentration was observed, which returned to normal levels in the serum by 48-72 hours after permanent middle cerebral artery occlusion (Leibowitz et al., 2012) , which was consistent with our findings.
According to previous studies, CIMT improved functional recovery, enhanced glucose release in the contralateral hemisphere , and upregulated hypoxia-inducible factor-1α as well as vascular endothelial growth factor expression in rats with cerebral ischemia (Li et al., 2017a) . Enhanced motor function and improved neural activity have also been reported in the contralateral hemisphere following intracerebral hemorrhage after motor skills training (Tamakoshi et al., 2014) . In recent work, the contralesional side has been reported to play a significant role for at least a subset of patients with stroke (Dodd et al., 2017) , and patients with recent stroke commonly demonstrate increased M1 excitability in the contralesional hemisphere when moving the affected sidefor movements with the affected side (Chollet et al., 1991; Weiller et al., 1992; Butefisch et al., 2003; Murase et al., 2004; Butefisch et al., 2008; Tang et al., 2015) . In both adult and pediatric CIMT studies, increased contralateral brain activities were observed using functional magnetic resonance imaging (Gauthier et al., 2008; Sterling et al., 2013) . Altogether, these studies suggest that changes in contralateral neural network remodeling contributes to behavioral recovery following brain damage. Our finding of the upregulation of AMPAR in the contralesional hippocampus in the mCIMT group after stroke would enrich the content of mechanisms of mCIMT in recovering limb function, although the unregulated GluR2/3 and BDNF expression in the contralateral hippocampus remained to be further studied.
This study has some limitations that should be noted. Firstly, the lack of appropriate technical support meant that we could not link mCIMT alterations in the downstream pathway for AMPAR activation and the levels of other small molecules with their real-time changes in the brains of living animals. Secondly, we did not build a synaptic 3D image, and SV distance and size were not accurately calculated. Notably, one major breakthrough in ultrastructural analysis is to combine the resolution of vesicle placement (through synapse tomography fixed by high-pressure freezing) with immunogold labeling techniques (Imig et al., 2014) , which will be examined in the future.
The present study demonstrated that mCIMT induced neurobehavioral improvements after MCAO. We observed upregulated GluR2/3 and BDNF expression in the mCIMT group, which could explain the mCIMT-induced neural repair. On the other hand, glutamate/glutamine and glutamate/GABA content in the contralateral hippocampus was higher in rats that had undergone MCAO than those in the mCIMT and sham groups. Thus, AMPAR activity and glutamate metabolism could represent a potential therapeutic target during the humans stroke recovery process.Altogether, these findings suggest that mCIMT plays a critical role in the regulation of glutamatergic synaptic plasticity and rescues sensory and motor decline after stroke.
